. Planarian miRNA expression patterns in asexual S. mediterranea. This figure shows whole-mount ISH for miRNAs that do not appear in Fig. 1 . Scale bars indicate 0.7 mm. Supplementary Fig. 2 . Maximum variation in miRNA expression patterns in asexual S. mediterranea. This figure shows whole-mount ISH for sme-mir-31b and sme-mir-C and how the expression patterns can look somewhat different for a non-planarian expert, however always show a subset of specific features. (A-F) sme-mir-31 is classified as expressed in the CNS (around the brain ganglia and nerve cords) and shown in A and Fig.1U . In in situ experiments for this miRNA, A is representative 59% of animals while B represents 3% of the cases, C, D and E collectively represent around 20% and F represents around 20%; A shows expression around the brain ganglia (black arrow), nerve cords (red arrow) and posterior enhanced expression (square); B shows only expression around the brain ganglia; C, D and E show expression around the brain ganglia, nerve cords, posterior enhanced expression and in the innervation of the mouth (arrowhead) The differences among these three are based on the intensity of the staining in relation to the background, for instance E has a much more intense staining for all the features compared to C and D; another clear difference is that posterior staining is broader in E respect C and D. This could be explained in terms of physiological/homeostatic stage, for instance E could be a 20 days regenerating planarian or an adult planarian close to fission, both stages are not possible to be distinguish visually from a standard adult. F shows expression around the brain ganglia, very weakly in the nerve cords, posterior enhanced expression and mouth. (G-J) sme-mir-C is classified as expressed in the excretory system and parenchyma and shown in G and Fig. 1I . In in situ experiments for this miRNA, G represents 60% of animals while H and I represent 20% of animals respectively and J represents 20% of animals. G is expressed in the mid-posterior part of the excretory system (arrowhead), in sub-epidermal marginal adhesive gland cells (arrow) and in the entire parenchyma (asterisk); H to J are expressed in the same regions however the high intensity of the expression in the mid-posterior part of the excretory system (arrowhead) decreases its resolution. Scale bars indicate 1 mm. Supplementary Fig. 3 showing expression in the entire parenchyma. Scale bars indicate 3 mm. Supplementary Fig. 6 . miRNA expression patterns with nascent probes versus LNA probes. The figure corroborates the patterns obtained for two miRNAs using nascent probes, by using LNA probes. Expression pattern of sme-let-7c using the nascent probe in adult asexual planarians (A) is the same as using a LNA probe (B). Expression of smemir-67 using the nascent probe in adult asexual planarians (C) is the same as using a LNA probe (D). Scale bars indicate 1 mm. Supplementary Fig. 7 . Dorso-ventral distribution of smelet-7c mature miRNA transcript detected by a LNA probe. A and B show confocal projections from different focal planes of the same sample. (A) Confocal projection of some slices from the dorsal part of the animal. sme-let-7c is stained in red and nuclei in blue. Note that there is staining in the dorsal midline (arrow) more diffuse staining in the dorso-lateral part of the parenchyma (asterisks). (B) Confocal projection of some slices from the ventral part of the animal. sme-let-7c is stained in red and nuclei in blue. Note that there is staining in the ventral midline (arrow) and also in the dorso-lateral part of the parenchyma (asterisks). The scheme on the right indicates by a blue square the area shown in A and B. ph indicates pharynx. Scale bars indicate 500 µm. Supplementary Fig. 8 . Scheme showing two different cell populations in the planarian parenchyma. miRNA expression patterns in irradiated and non-irradiated animals show that population A is insensitive to irradiation whereas population B is sensitive to irradiation. ph, pharynx.
